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Plasmonic sensors are candidates for numerous clinical applications, but few examples demonstrate their
performance on large sample cohorts, a necessary step for clinical translation. The COVID-19 pandemic
provided an unprecedented opportunity to validate a surface plasmon resonance (SPR) sensor for SARS-
CoV-2 inhibition with a cohort of over 1000 clinical samples from the longitudinal study of a food and
retail worker population. The SPR sensor provided an in vitro model to assess the level of neutralizing
antibodies by measuring the inhibition of the SARS-CoV-2 spike protein interaction with ACE-2 following
exposure of the spike protein to naive and immune sera (from vaccination and/or infection). In conjunction
with population data on vaccination and infection, and epidemiological data from the local jurisdiction of
the study cohort, it is shown that the SPR sensor performed well in assessing the level of “pseudo-
neutralization” of participant sera and that the response of the SPR sensor correlates (r = 0.74) with a live
virus microneutralization assay as well as with metadata of relevant events (vaccination, waves of infection,
etc.) that occurred during the study period. Using these data, the article details the challenges and
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opportunities of using plasmonic sensors in clinical practice.

Introduction

Since the onset of the SARS-CoV-2 pandemic, a series of
methods have been developed to assist in the management of
the pandemic, including the assessment of active infections,
and the determination of antibody levels (titer) and their
ability to neutralize the interaction of viral proteins with
human cells. Reference platforms rely on PCR to detect SARS-
CoV-2, on ELISA to measure antibody titers and, to a much
lesser extent, on the determination of antibody neutralization.
While these often centralized platforms are essential for
processing large volumes of samples and cohorts of
individuals, they are not optimized for their rapid detection
and measurement. In retrospect, the pandemic presented an
unprecedented opportunity for the sensing field," and several
platforms have been developed to enable point-of-care (POC)
detection of active infection and antibodies, such as lateral
flow devices, microfluidic platforms, wearable sensors, optical
sensors and electrochemical sensors, among others.>™®
Among them, surface plasmon resonance (SPR) sensing is
a particularly tantalizing alternative to the current standard
clinical assays, as SPR provides quantitative biomolecular
information and is amenable to portable and POC testing

© 2024 The Author(s). Published by the Royal Society of Chemistry
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formats.” The pandemic facilitated the testing of new
detection platforms in plasmonics such as SPR
interferometry,® thermoplasmonics sensing,’ the use of 2D
materials such as MxXenes,'® metasurfaces,’® a new
background subtraction strategy,'”> and the use of plasmonics
for the detection of target biomarkers in saliva and diluted
whole blood." Furthermore, the COVID-19 pandemic
enabled the validation of portable sensing platforms such as
fiber-optics-based SPR sensors,'* smartphone-based LSPR
detection synchronized with machine learning (ML)," and
lightweight SPR sensors with simple graphical
interface."®™® As such, SPR sensors were developed to
measure antibody titer,'”'® combined antibody affinity and
titer measurements,"®*>?*' and viral proteins.”*>** These
measurements were carried out in a variety of biofluids,
including dried blood spots (DBS), serum, plasma, diluted
whole blood, and saliva, showing the potential of SPR
sensing for diverse clinical samples.’” >

Quantitative determination of biomolecular interactions is
a hallmark of SPR sensing, which has been used to
determine antibody affinity>**®* and other biomolecular
binding information,”®*” and these properties were valuable
during the COVID-19 pandemic. Recently, a promising SPR
platform was developed to detect antibodies, viral particles
and neutralized viral particles,”® providing an all-in-one
sensor to address the key questions related to SARS-CoV-2
infection and the pandemic response. Similarly, SPR sensing
has been applied to small molecule screening for discovery of
putative therapeutic inhibitors such as peptides,*
cannabinoids,®® or other small molecule inhibitors.**3*
Plasmonic sensors are also well suited for monitoring the
immune response following vaccination to facilitate vaccine
development, as demonstrated in a mouse model.>® This is
an area where SPR could have a huge impact, as portable SPR
platforms are relatively easy to implement in a biosafety level
(BSL) 3 laboratory or in animal facilities, and could be used
to rapidly monitor the humoral response of test animals on
site during vaccine development to detect the presence of
and quantify neutralizing antibodies.

At the populational level, the detection of neutralizing
antibodies provides valuable information on the humoral
response of vaccinated and/or infected individuals and can
assist public health in establishing vaccination policies and
other measures to minimize the viral spread. Current
methods to detect neutralizing antibodies include cell-free
PCR,*® plaque reduction neutralization tests (PRNT, BSL-3),%’
pseudovirus or microneutralization tests (BSL-2 or 3),® ELISA
(BSL-1 or 2)*° or lateral flow assays (BSL-0 or 1).*° These
methods can process large numbers of samples, but are
either difficult to deploy at the point of care because they
require extensive infrastructure, or they are not quantitative.
As such, quantitative detection of neutralizing antibodies
may be an area where SPR sensors could offer an advantage
in comparison to other bioanalytical platforms.

While these advances in SPR sensor development provided
several proofs of concept and small-scale validations, the
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translation of sensors from the academic laboratories to
clinical practice will require larger scale cross-validation with
established techniques. Towards that goal, a recent study
showed a high degree of correlation between SPR and ELISA
for determination of SARS-CoV-2-specific antibodies in 115
serum samples.*’ Another study also demonstrated the
performance of SPR for screening antibodies on 120 samples
pre-characterized using standard regulatory-approved
commercial detection kits available at time of collection.
Building on these studies, we applied a rapid BSL-2 “pseudo-
neutralization” assay'® to measure the binding inhibition
between the viral spike protein and ACE-2 receptor in over
1000 serum samples collected during a 18 month period in a
cohort of food and retail workers. The data collected with
SPR sensors were validated wusing a live virus
microneutralization assay (BSL-3), the current gold standard
assay for SARS-CoV-2-specific antibody, and captured the
changes in the humoral response that were consistent with
the timescale of vaccination campaigns and SARS-CoV-2
outbreaks.

Experimental section
SPR pseudo-neutralization

The SPR pseudo-neutralization is based on a previously
published protocol.'® In brief, the sensor chip of a portable
SPR instrument (Affinité Instruments, Canada).*®> The
instrument has four channels that can be addressed
independently. Two of these channels were used for the
analytical signal, one for a positive control, and one for a
negative control. A 1 mL luer-lock syringe was used for
manual injection of the reagents and samples. Due to its
small footprint, the instrument was operated inside a
biological safety cabinet to minimize the risk of workers'
exposure to aerosols of human biofluids. The SPR chip was
modified with 3-mercaptopropyl-Leu-His-Asp-Leu-His-Asp-
COOH (Afficoat, Affinité Instruments, Canada) was activated
with N-ethyl-N'-(3-dimethylaminopropyl)carbodiimide
hydrochloride (EDC, Millipore Sigma) and
N-hydroxysuccinimide (NHS, Millipore Sigma) for 2 minutes,
followed by the immobilization of the SARS-CoV-2 spike
protein (National Research Council of Canada, cat. no. SMT1-
1 for the native spike and SmT1v3 (B.1.1.529) for the
Omicron BA.1 spike proteins) at a concentration of 20 pg
mL™" in acetate buffer pH 4.5 for 20 minutes. The sensor
surface was finally deactivated with 1 M ethanolamine
hydrochloride (Millipore Sigma) pH 8.5 for 10 minutes. The
sensor was then equilibrated in running buffer (pH 7.4 PBS
with 0.1% BSA and 0.005% Tween 20). Clinical serum
samples were immediately assayed. A serum sample diluted
1:5 in running buffer was injected for 10 minutes in three of
the four channels of the SPR instrument, while a pooled pre-
pandemic serum (putatively exempt of antibodies reacting
with the SARS-CoV-2 spike protein) also diluted 1:5 in
running buffer was injected in the fourth channel as a
positive control of the spike-ACE-2 interaction. The pre-
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pandemic serum was human serum from human male AB
plasma and it was sterile filtered (H4522-100ML Sigma-
Aldrich). A second 100 mL bottle of human serum was
needed to complete the study and it was purchased in 2021.
This lot was tested in ELISA to confirm the absence of anti-
spike antibodies. Following a rapid wash with running buffer,
a 5 pg mL™' recombinant human ACE-2 (National Research
Council of Canada, cat. no. ACE2-1, reference material)
solution was injected in two of the channels exposed to the
clinical samples (duplicate measurement of binding
inhibition), and in the positive control channel (fourth
channel) to determine the maximum ACE-2 signal on this
chip. The negative control was performed in the remaining
channel previously injected with the clinical sample; running
buffer only was injected to measure the blank response in
the absence of ACE-2. The percent inhibition (%Inhibition,
eqn (1)) was calculated from the ratio of the query SPR shift
to the positive control. The SPR sensor was then regenerated
in 10 mM glycine pH 2.2 (Millipore Sigma) and re-
equilibrated in running buffer for the analysis of the next
clinical sample; each sensor was regenerated up to 10 times.

e SPR. —-SPR,
%Inhibition = ——— 1% x 100% (1)

SPRpos ~ SPRpeq

ELISA and microneutralization assays

The in-house colorimetric ELISA to detect anti-spike
(ancestral, Delta B.1.617.2 and Omicron BA.1) antibodies in
clinical samples was performed as previously reported.** The
OD,s, was corrected with the absorbance at 595 nm.
Antibody titers (in binding antibody unit per milliliter - BAU
mL™"), vaccine and natural immunity (expressed as signal to
cutoff ratio - SCO ratio) were evaluated at the automated
high-throughput chemiluminescent ELISA*>*® platform that
has served as the reference for monitoring SARS-CoV-2
antibodies in Canada. Cell cultured-based
microneutralization assays were performed against ancestral,
Delta B.1.617.2, and Omicron BA.1 SARS-CoV-2 strains in a
BSL3 laboratory as previously reported.”””*® A neutralizing
antibody titer was determined based on the serum dilution
required to completely neutralize the infectivity of 100 TCIDs,
of each SARS-CoV-2 strain.

Cohort

Adult volunteers (n = 304) were recruited in the Capitale-
Nationale and Chaudiére-Appalache administrative regions
(approximately delimiting the greater Quebec City region
including suburbs), among workers from the food and retail
business (groceries; n = 112, restaurants and bars; n = 149,
and hardware stores; n = 43). All experiments were performed
in accordance with the Canadian guidelines of the Tri-
Council Policy Statement: Ethical Conduct for Research
Involving Humans (TCPS 2), and approved by the ethics
committee at Laval University in Quebec City, Canada
(“Comité d'éthique de la recherche du CHU de Québec-UL”,
registration number 2021-5744). Participants were recruited
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after informed consent at
Universitaire de Québec - Université Laval (CHUL).
Populational ~ data  were  collected following the
standardized Canadian Immunity Tasks Force (CITF)
questionnaire.*® The participants had a mean age of 41.3
years distributed in every age group from 18 to 75 years
old and were mainly Caucasian (97%), representative of
the demographics of the region surveyed (circa 95%
Caucasian®®”') with females making up 58% of the
cohort. The participants provided blood samples at three-
month intervals for a total of up to five visits. Samples
were collected for an 18 month period beginning in April
2021 until early October 2022, covering the third to the
seventh waves of COVID-19 infection in the province of
Quebec.”** This period coincides with the first COVID-19
vaccination campaigns of the province of Quebec, during
which the population received two primary doses and up
to two booster doses of Comirnaty (RNA vaccine; Pfizer),
SpikeVax (RNA vaccine; Moderna), or Vaxzevria (viral
vector-based vaccine; AstraZeneca), all of which were
designed to stimulate immunity against the ancestral
variant of SARS-CoV-2. At the end of the surveyed period,
more than 90% of the cohort had received two doses, and
more than 60% and 20% had also received respectively
one or two additional booster doses of the same vaccines.
The study ended before the next generation of vaccines,
designed against later variants of SARS-CoV-2, became
locally available. A full description of the cohort is
provided elsewhere.”

the Centre Hospitalier

Statistical analysis

Data analysis was performed with GraphPad Prism 9.2 using
unpaired ¢-tests or one-way ANOVA with confidence intervals
of 95% to statistically compare means.

Results

The neutralizing capacity of an antibody was defined by its
ability to inhibit the interaction between the spike protein
and the ACE-2 receptor, a key biomolecular interaction taking
place in the SARS-CoV-2 infection process.'®>?3*%%%% T¢
establish our model, we reproduced this interaction by
binding spike proteins to a SPR chip and adding a soluble
version of the ACE-2 protein on top of the chip. We then
attempted to inhibit this interaction by using immune sera
or competing inhibitor, providing the basis for a pseudo-
neutralization assay (Fig. 1). The use of moderately diluted
sera (1:5) enables monitoring of pseudo-neutralization in
conditions close to native, and due to the low nonspecific
adsorption of the surface chemistry (3-mercaptopropyl-Leu-
His-Asp-Leu-His-Asp-COOH), measurements are made with
minimal interference from high concentrations of
background proteins.

In the current version of the assay, binding inhibition was
monitored from exposing the surface-bound spike protein
(from the native or Omicron BA.1 strains) to immune sera,

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 SPR pseudo-neutralization of the spike protein with SARS-CoV-2 antibodies. The SARS-CoV-2 spike protein immobilized to the SPR chip is
exposed in different channels either to a blank serum (pre-COVID) followed by ACE-2 for the positive control, to participant serum then to ACE-2
for the sample measurement, or to participant serum then to buffer for the negative control.

where immunity was acquired in the participants by: (1)
vaccination, (2) infection or (3) a combination of infection
and vaccination. Neutralizing antibodies present in the
serum sample bind to the epitope on the spike protein and
prevent the interaction with the soluble ACE-2 proteins
injected immediately after, thereby inhibiting (or
neutralizing) spike binding and providing the basis for
calculating a %Inhibition (eqn (1)). Values closer to 0%
Inhibition are expected for unvaccinated or virus naive
individuals, while values closer to 100% indicate presence of
neutralizing antibodies elicited by vaccination and/or
infection (they are undistinguishable). Initial validation with
a cohort of 32 infected individuals provided a proof-of-
concept that the assay was reliable.'® However, such a small
cohort fell short of providing unequivocal proof that the SPR
assay can serve the intended clinical purpose. Furthermore,
the cross-validation had been done only with ELISA, rarely
used for the measurement of binding inhibition especially in
the case of COVID-19.

Scaling up the validation of the pseudo-neutralization was
thus the focus of this study, in addition to demonstrating
that SPR sensors can provide robust data on the longitudinal
survey of a population of individuals and cross-validating the
assay with a reference live virus microneutralization platform.
The cohort of participants provided a total of 1285 serum
samples (visit 1: n = 304, visit 2: n = 297, visit 3: n = 292, visit
4: n = 198, and visit 5: n = 194), where the inhibition was
measured for the native (visit 1: n = 304, visit 2: n = 143, visit
3: n = 105, visit 4: n = 194, and visit 5: n = 193), Delta
B.1.617.2 (visit 1: n = 152, visit 2: n = 142, and visit 3: n = 82)
and Omicron BA.1 (visit 2: n = 143, visit 3: n = 96, visit 4: n =
194, and visit 5: n = 193) spike proteins. Taken together, a
total of nearly 2000 unique measurements (n = 1941) were
taken. All samples were also analyzed by ELISA (antibody
titer) and in a microneutralization assay with live virus. The
collective data set was correlated to populational data
collected from the survey questionnaire which included,
among many other aspects, the vaccination and infection
events for each participant.

© 2024 The Author(s). Published by the Royal Society of Chemistry

Cross-validation with established techniques

Validation of SPR sensors requires comparison with
established techniques. We compared the SPR method to
ELISA because it is the most widely used method of reporting
antibody levels. We wused two ELISA platforms, a
chemiluminescence ELISA widely used in Canada to study
the pandemic® and an in-house colorimetric ELISA** that
recently shown to correlate with the former.>
Experimental details, including the optimal dilution factors,
were the same as those reported in previous studies.
Antibody levels as measured with ELISA varied temporally as
the pandemic progressed showing concordance with
vaccination and emergence of new variants. However, while
these ELISAs measured antibody titers from which could be
calculated antibody counts, they were not designed to detect
the neutralization capacity of those antibodies against the
interaction between spike proteins and ACE-2 receptors or
between viruses and cells.

We therefore also compared the SPR method to a live
virus microneutralization assay where infection of cells with
SARS-CoV-2 can be inhibited by immune sera.** In this
assay, the viral neutralization is measured as a dilution
factor of the serum required to completely inhibit infection
of cells by SARS-CoV-2. As this assay uses live virus, it must
be performed in a BSL3 laboratory, strictly limiting its use
to laboratories with the proper expertise and infrastructure.
As such, both techniques report on the spike protein
inhibition resulting from an exposition to immune sera. But
while microneutralization use cells and live virus, the SPR
pseudo-neutralization only use the viral protein and the
human ACE-2 receptor, rendering the test much safer and
thus less constrained in its use.

The comparison was carried out on the full set of nearly
1000 serum samples, using the native spike protein or viral
strain in all assays. The microneutralization assay correlated
well with SPR (r = 0.74), while a moderate correlation was
observed for SPR with in-house colorimetric ELISA (r = 0.41)
and the chemiluminescence ELISA on the automated
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platform (r = 0.32, Fig. S1t). Despite the nonlinearities in the
plots of Fig. S1,f the ‘r’ coefficient provides an indication
(although imperfect) of collinearity between methods. A
similar trend was observed in the correlation plots of
microneutralization with both ELISA methods (Fig. S27),
where nonlinearities were observed for the in-house
colorimetric ELISA (r = 0.37) and chemiluminescence
ELISA (r = 0.35). While both ELISA platforms were found
to correlate well with each other,”® lower correlation with
the SPR assay is expected, because ELISA measures
antibody titers irrespective of their ability to neutralize
binding of the spike protein to the ACE-2 receptor. The
results indicate that antibody level is a contributing factor
in the response of the SPR assay, but not necessarily a
major driver. This is in agreement with a previous report
that did not find significant correlation between antibody
titers measured by ELISA and neutralizing antibodies
obtained from a livevirus neutralization  assay.’®
Conversely, since both the SPR and microneutralization
assays measure inhibition, a high correlation between
these assays was expected. Stratifying the SPR data
according to the results of the microneutralization assays
or ELISA revealed a higher correlation for lower
microneutralization titers and ELISA OD,s, or BAU mL '
(Fig. 2). The SPR signal saturated for the samples that
gave the highest response in the microneutralization assay
or in ELISA. This difference in sensitivity is likely due to
the dilution factors used for each assay. SPR was
optimized for a serum dilution factor of 1:5, the
microneutralization assays were performed at a dilution of
1:10 or greater, the in-house colorimetric ELISA used a
dilution factor of 1:15000, and the chemiluminescence
ELISA had dilutions of 1:100 and 1:10000. As such, the
range in sensitivity overlapped, but with some difference
between techniques. This partly explains the correlation
factors, but the high variability of clinical samples
accounts for most of the signal variability. Only with large
sample cohorts can these trends be seen, highlighting the
need for large sample sizes that include a wide span of
natural immune responses to robustly cross-validate SPR
sensing to other techniques.

1004 A
g ) E1oo B)
D 807 & 80
c
5'% 60 L 604
2 35
£ 407 £ 404
s 209 ® 20
0- 0
Q O O N O O D D N
N
S S St S E P S s »°
NS S S S oF &

Microneutralization titer

OD,,;, (ELISA anti-S)

View Article Online

Sensors & Diagnostics
Extracting populational data from the data set

Following SPR sensor validation, the vast amount of data
collected allowed us to extract valuable information in the
surveyed period to demonstrate the ability of SPR sensors to
capture descriptive information in a cohort. Stratification
according to visits showed a progressive increase in
%Inhibition SPR when assayed with the native spike protein
from visits 2 to 4, where the first two and two last visits were
not statistically different (Fig. 3). Similarly, a significant
increase in %Inhibition SPR was observed between the 3rd
and 4th visits when assayed with the Omicron BA.1 spike
protein. Stratifying the cohort according to sex revealed no
statistical difference (Fig. S37).'>** Similarly, no statistical
difference was observed when comparing the workers'
groups, where individuals working in grocery stores,
restaurants/bars or hardware stores had indistinguishable
responses for the %Inhibition SPR with the native spike
protein (Fig. S47). These results are in agreement with the
ELISA®® and the microneutralization*® data for the same
cohort. This is interesting because grocery stores remained
open throughout the entire study period, whereas
restaurants/bars and hardware stores were required to either
temporarily close or exclusively offer drive-through/delivery
services during the phases of peak contagion in that district.
The differences in potential exposure to contagious clients
between the groups of workers had no impact on our results;
it is possible that the application of barrier measures such as
mask wearing, hand washing and use of Plexiglas separators
at the workplace, as recommended by the local government
at that time, were successful in reducing viral transmission.
The impact of vaccination on the results obtained by SPR
was then assessed. Vaccination progressed over the course of
the longitudinal study, as cohort recruitment coincided with
mass vaccination in Quebec City. The cohort became highly
vaccinated (>60% 3 doses or more; >90% 2 doses or more)
and thus provided an opportunity to demonstrate the ability
of the SPR sensor to monitor the progress of the immune
response in the individuals. Stratifying the cohort according
to the number of vaccine doses revealed that unvaccinated
and individuals having received one dose had the lowest
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Fig. 2 SPR correlation with the microneutralization (A), the in-house colorimetric ELISA (B) and the automated chemiluminescence ELISA (C). Error

bars correspond to one standard deviation.
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Fig. 3 Progression of inhibition throughout the 12 month study. Inhibition increased progressively between visits 2 (3 months) to 4 (9 months) for
native spike protein (A) and only between visit 3 (6 months) and 4 (9 months) for Omicron BA.1 spike protein (B). Statistical analysis was done with
one-way ANOVA test; native (V1: n = 304, V2: n = 143, V3: n = 105, V4: n = 194, and V5: n = 193) and Omicron BA.1 (V2: n = 143,V3: n =96, V4: n

=194, and V5: n = 193). ***: p < 0.001; ****: p < 0.0001.

%Inhibition SPR and the response of these subgroups was
statistically identical when assayed with the native and
Omicron BA.1 spike proteins (Fig. 4A). The second dose
increased the %!Inhibition SPR, but the response remained
heterogeneous in the cohort as illustrated by the large
distribution of the %Inhibition SPR. A third dose was
required to elicit a sustained humoral response and high
%Inhibition SPR for both the native and Omicron BA.1 spike
protein. Once again, the SPR data agrees with ELISA>® and
microneutralization,*® where a statistically different and
higher ELISA responses or geometric mean titer (GMT) for
microneutralization were observed for individuals having
received more doses of vaccines.

The cohort was further stratified based on the type of
vaccine received by individuals who had received two doses
of either adenovirus vector vaccine (COVISHIELD from
AstraZeneca) or mRNA vaccines (Moderna Spikevax or Pfizer-
BioNTech Comirnaty), or a combination of these vaccines.
Due to limited supplies and government recommendations,
some individuals in the cohort received a mixed vaccination
schedule, especially those who received the AstraZeneca
vaccine early in the campaign. Only three statistically
significant differences were observed in the study. The dual
AstraZeneca dosed individuals (7 = 11, mean age = 58 + 1
years old) had a lower %Inhibition SPR (p = 0.04) compared
to those who received two doses of Moderna (n = 140, mean
age = 38 * 13 years old). The study also compared the
%Inhibition SPR of individuals who received mixed
schedules of AstraZeneca/Moderna (n = 70, mean age = 58 = 6
years old) to those who received dual Moderna (n = 140,
mean age = 38 + 13 years old) and Pfizer-BioNTech (n = 256,
mean age = 39 + 17 years old) vaccines (Fig. S51). The results
showed that the %Inhibition SPR was lower in the group that
received the mixed schedule. However, it is important to note
that age and the delay between vaccination and the blood
draw are confounding factors that may have influenced the
results. Individuals who have received at least one dose of
AstraZeneca were, on average, over 55 years old, while those

© 2024 The Author(s). Published by the Royal Society of Chemistry

who completed the vaccination regime with either Moderna
or Pfizer-BioNTech were around 40 years old on average.
There was no difference in the average number of days post-
vaccination that could explain differences in %Inhibition
SPR. All vaccine subgroups were vaccinated on average
between 94 and 143 days before the blood draw. This
emphasizes that the immune response is influenced by
various factors, such as the interval between doses, the time
elapsed since the last dose, the age and health status of
individuals, and the type of vaccine. SPR sensing can capture
these confounding factors.

The %Inhibition SPR was then compared between
individuals who were fully vaccinated (two or more vaccine
doses) but naive to the virus with individuals having a hybrid
protection (infection + full vaccination). A stronger response
was observed for individuals with a hybrid immunity
(Fig. 4B), where two vaccine doses were sufficient to boost
hybrid immunity in most individuals, when assessed with
the native spike protein, yet three doses were required to
achieve a similar boost to hybrid immunity when assessed
with the Omicron BA.1 spike protein (Fig. 4C and D). Once
again, the stronger response observed in SPR for hybrid
immunity was also in agreement with microneutralization.*®
No statistical difference was seen with SPR between virus-
naive and previously infected individuals having received
three or more doses when assayed with the native spike
protein (Fig. 4C) and four doses with the Omicron BA.1 spike
protein (Fig. 4D).

The data set allowed observing temporal changes in the
%Inhibition SPR following vaccination since the visits were
scheduled irrespective of the vaccination schedule. The large
cohort size and number of visits (up to five) provided
sufficient time points post-vaccination to observe trends
(Fig. 5). Virus-naive individuals had lower %Inhibition SPR
for the period ranging between 70 and 200 days post-
vaccination, whereas individuals with hybrid immunity
showed a sustained level of %lInhibition throughout the
study period (up to 400 days after the last dose). Furthermore,

Sens. Diagn., 2024, 3, 850-862 | 855
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Fig. 4 A) Impact of the number of COVID-19 vaccine doses on inhibition measured by SPR. While a 1st dose did not induce any difference with
the unvaccinated cohort, the 2nd dose increased the inhibition for the native spike protein more strongly than for Omicron BA.1. A progression of
inhibition is observed with a 3rd dose but the 4th dose had no significant additional effect. Statistics are with one-way ANOVA test; native
(unvaccinated: n = 81, 1 dose: n = 58, 2 doses: n = 489, 3 doses: n = 261, and 4 doses: n = 38) and Omicron BA.1 (unvaccinated: n = 18, 1 dose: n
=9, 2 doses: n = 280, 3 doses: n = 250, and 4 doses: n = 38). B) Comparison of %Inhibition measured with SPR between the naive participants
(never infected, n = 495) and the participants having acquired natural immunity (positive ELISA test for natural immunity, n = 294) as determined
with the anti-nucleocapsid chemiluminescent ELISA for natural immunity; statistical analysis performed with an unpaired t-test. C and D)
Comparison of the %Inhibition determined with the native (C) and Omicron BA.1 (D) spike proteins relative to the number of doses of COVID
vaccines (either or a combination of Astra Zeneca, Moderna or Pfizer), stratified between naive individuals and those having acquired natural
immunity as measured with the anti-nucleocapsid chemiluminescent ELISA. Statistics for C) based on one-way ANOVA: 2 doses; p <0.0001, n =
355 for naive and n = 135 for natural immunity; 3 doses p = 0.058, n = 126 for naive and n = 136 for natural immunity; 4 doses p = 0.999, n = 16
for naive and n = 22 for natural immunity. Statistics for D) based on one-way ANOVA: 2 doses; p = 0.01, n = 20 for naive and n = 86 for natural
immunity; 3 doses p <0.0001, n = 95 for naive and n = 132 for natural immunity; 4 doses p = 0.64, n = 15 for naive and n = 23 for natural
immunity.

stratifying the cohort based on the period of sample collection
allowed correlating changes in cohort immunity with
populational events (Fig. 6). The %Inhibition SPR increased
until the summer of 2021, by which time the majority of study
participants had received their second vaccine dose. It then

These results clearly demonstrate the ability of SPR to track
biomolecular changes related to SARS-CoV-2 infection in a
population over the course of a longitudinal study, which has
never been demonstrated before.

slowly waned until the beginning of 2022. This period,
coinciding with the 3rd dose vaccination campaign, also
correlated the Omicron BA.1 strain becoming dominant and
infecting an increasing number of the participants (Fig. 6).

856 | Sens. Diagn., 2024, 3, 850-862

Discussion

This study was performed on a portable SPR platform that
allowed the duplicate measurement of a single clinical

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 5 SPR inhibition after the most recent vaccine dose for fully vaccinated individuals (2 or more doses of Astra Zeneca, Moderna or Pfizer
vaccine) naive to the virus (never infected, panel A) or with a positive ELISA test for natural immunity using the anti-nucleocapsid
chemiluminescence ELISA assay (panel B). The mean with one standard deviation is represented.

sample and its controls per run, consistent with the intended
purpose of point-of-care SPR sensing. Hence, this study
provides a robust account of the limitations and
opportunities of portable or POC SPR sensing. Given that one
SPR sensor allowed a maximum of 10 samples to be analyzed
before performance dropped, study completion required
more than 200 SPR chips. Immobilization of the spike
protein was performed over a fixed time and monitoring the
resulting binding shift provided a data set of a size sufficient
to evaluate the reproducibility of the surface chemistry. The
binding shifts for 160 sensorgrams (40 chips x 4 channels)
gave an average peak surface area of 1640 RU with a 32%
coefficient of variation. The coefficient of variation is higher
than what is typically observed in SPR. A value closer to 10%
is more common. This higher coefficient of variation could
be due to several factors, such as the large number of chips
prepared in this study, which may indicate long-term drifts
in some of the processes, instability of reagents, or inherent
variations in surface chemistry. However, the use of a
normalization process with positive and negative controls for
each sample analyzed minimized the impact of chip

preparation. Variations around the typical 10% range were
observed in samples analyzed on different chips. The
measurements were conducted by two full-time technicians,
for a total period of a little over two years of labor time
within the 18 calendar months of the project. Despite this
important effort, we were unable to analyze all serum
samples collected in the study with all the variants of interest
due to cost, time limitations and rapidly shifting priorities
from the epidemiological standpoint. For example, following
its emergence about halfway through the longitudinal study,
we integrated the Omicron BA.1 variant to our workflow from
the analysis of the second visit onward (baseline point
corresponding to the last visit before the emergence of the
variant) at the expense of the Delta B.1.617.2 variant, which
had rapidly lost its importance from an epidemiological
standpoint. Thus, results presented here were mostly
acquired with the native and Omicron BA.1 strains, with a
partial data set acquired for the Delta B.1.617.2 variant.

The throughput of different methods for the analysis of
large cohorts of samples was compared in the project.
Microneutralization assays and ELISA measurements were
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Fig. 6 Temporal trend of the SPR inhibition for the cohort. The first rise in inhibition coincides with the 2nd vaccination campaign in the district
under study and the sharp increase in inhibition in 2022-01 coincides with a wave of infections (onset of Omicron BA.1 in that district) and
administration of the first booster shots (3rd dose). The different waves of infection (blue boxes: 3rd wave, green boxes: 4th wave; red boxes: 5th
wave, light gray boxes: 6th wave and dark gray boxes: 7th wave) and event timeline are detailed by the Institut National de Santé Publique du
Québec.>? The 5th to the 7th waves were dominated by the Omicron BA.1 strain. Box plots represent the 25th to the 75th percentile, while error
bars delineate the minimum and maximum range of observed responses. Underlaid are traces of the cumulative vaccination incidence (2nd dose:
black; 3rd dose: blue; and 4th dose: red) and COVID infections reported (gray) by individuals in the cohort.
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performed in multi-well plates and, in the case of the
chemiluminescence ELISA, with a fully automated platform
providing larger analytical capabilities than the SPR pseudo-
neutralization. Thus, all samples were analyzed with
microneutralization and ELISA. In addition, more antigenic
proteins were analyzed (variant spike or nucleocapsid
proteins) by ELISA during the same period. This is an
important conclusion of the study: although SPR inhibition
results correlated moderately well with established
techniques including ELISA and correlated well with live
virus microneutralization, its throughput in the POC or
portable format does not rival automated platforms such as
ELISA due to greater labor cost and lower throughput.
Nonetheless, it compares favorably with
microneutralization because the read-out occurs in minutes
and requires only a BSL2 lab which lowers the barrier for
users without access to a BSL3 lab. As a consequence, POC
SPR-type of platforms see their greatest advantage in studies
where the number of samples is not large enough to run
ELISA, or in the case of neutralization assays, where BSL-3
infrastructure is not available.

The project provided us the opportunity to evaluate the
actual labor time and cost of running assays on a larger scale
with POC-type of SPR technologies. As technical staff
performed all SPR measurements, it provided a rare
opportunity in the academic realm to accurately evaluate the
cost of assays that could be expected at scale and in an
industrial environment. Given the labor contract in place in
our institution (35 h per week and an average of 47 work
weeks per year), sample and SPR chip preparation time, SPR
analysis and reporting required approximately 3300 hours, or
about 1.6 hours per sample. The total cost for the SPR
aspects of this project was $213 222 + overhead (total of $251
602 Canadian dollars, approximately $186 000 USD or €174
500), solely dedicated to the salaries of the technical staff
(75% of total) and consumables for the SPR assays (25% of
total). We calculate that the total cost of analysis per sample
at $126 Canadian dollars ($93 USD or €87) including cost of
goods of about $31 Canadian dollars ($23 USD or €22) per
test, of this about 80% being cost of proteins and reagents.
This analysis excludes the cost of acquisition of two SPR
instruments (circa $25000 per instrument), costs related to
participant recruitment and serum sample acquisition, and
all costs related to ELISA ($36 Canadian dollars per sample,
where three measurements at $12 each are necessary to
evaluate the infection and vaccinal status of individuals) and
microneutralization assays ($109 per sample). One can
envision cost reduction by automating SPR chip preparation
and sample analysis. This was highlighted in a recent paper,
which reported the analysis of 115 serum samples for SARS-
CoV-2 antibodies using an automated SPR platform. They
showed that the cost could be significantly decreased to sub-
dollars of cost of goods," further demonstrating the
potential of SPR for clinical analysis. The cost of the
instrument and chips must be reduced, pre-functionalized
chip storage must be demonstrated, and regulatory approval

live virus
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must be obtained for point-of-care (POC) applications.
However, this study demonstrates that SPR sensors provide
reliable clinical data, and POC SPR instruments have the
potential for clinical analysis.

The main findings of this study are in agreement with
published literature and comparisons made within this
study are internally coherent. One of these main findings is
that the %Inhibition peaks at around 2-3 weeks and wanes
within 3-4 months post-vaccination (Fig. 5). This agrees
with literature reports indicating that the levels of
antibodies, including neutralizing antibodies, are maximal
within 30 days and decrease thereafter.””*® Hybrid
immunity, a combination of immunity from vaccination
and infection, has been reported to be more potent than
vaccination or infection alone.’®*® We also found that
hybrid immunity with 2 vaccine doses resulted in
statistically higher SPR % immunity than twice vaccinated
individuals naive to the virus (Fig. 4), also in agreement
with literature.>%>¢6%¢1

Cohort-specific data was validated against data from live-
virus microneutralization and ELISA. The longitudinal trend
observed in the %Inhibition SPR (Fig. 6) was similar to the
ones observed for microneutralization and ELISA (Fig. S6t),
where a rise in %Inhibition, microneutralization and the
colorimetric ELISA OD,s5, was observed around July 2021.
This period corresponded to the initial
campaign when participants received their 1st and 2nd
vaccine doses (Fig. 6) along with the general population,”
as clearly observed in the increased response for each
technique. Waning antibody titers, %Inhibition SPR and
microneutralization titers were all evident between July and
December 2021, in agreement with other reports of post-
vaccination waning and consistent with low infection rates
in the region under study at that time.’”*® In January 2022,
the Quebec government authorized an additional booster
dose to all residents of the province,” and a significant
fraction of the cohort received it (Fig. 6). Coincidentally,
the Omicron BA.1 wave had hit the province one month
prior (December 2021) and infections increased rapidly
(Fig. 6), observed from a spike in the antibody titer,
%Inhibition SPR and microneutralization titer (Fig. 6 and
S61). As an important fraction of the cohort was vaccinated
either three (>60%) or four times (>20%), or had reported
an infection (117 of the 304 participants were declared
positive to COVID from an antigen or PCR test, including
99 from December 2021 onward), or showed evidence of
natural immunity (>50% of the cohort had eventually been
declared positive for natural immunity by ELISA during the
longitudinal study®), this surge in antigenic response was
sustained until the end of the surveyed period. The data
clearly demonstrate the ability of SPR sensing to capture
changes in the immune response from individuals in the
cohort. Taken together, the results presented here are a
solid demonstration of the ability of portable SPR sensing
to address clinical questions and to longitudinally study a
cohort of individuals.

vaccination

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Conclusions

This study provides one of the largest data sets to validate the
use of SPR sensors in clinical studies, and clearly demonstrate
the utility of SPR sensors on a portable platform to provide
valuable clinical information. The SPR serum inhibition data
of the spike protein correlated well with a microneutralization
assay and fully coincided with vaccination events and
outbreaks of SARS-CoV-2 in the surveyed population. The
results also agreed with established literature on COVID-19
regarding the benefit of hybrid immunity (higher %Inhibition
SPR), the improvement of the %Inhibition in fully vaccinated
individuals, waning response following vaccination and
increased response for fully vaccinated individuals who
received one or more booster shots of an RNA vaccine. Most
importantly, this study provided the opportunity to reflect on
the best uses of a portable SPR platform with a large cohort of
clinical samples. The quality of the cohort-specific data and
cross-correlation with microneutralization provided compelling
evidence of the utility of portable SPR sensors to analyze
clinical samples. Although the cost of goods was reasonable at
$23 USD per test, we calculated that the labor cost far exceeded
the cost of goods due to labor intensity of the workflow (total
of 1.6 hours per sample). This cost analysis highlights the
future opportunities to implement automated sample and
reagents handling to reduce the workflow labor needs. Taken
together, the results presented in this article constitute a
significant step towards clinical translation of SPR sensors.
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